Equal volumes of virus (unknown concentration) and nano-gold particles (known concentration) are distributed and adhered onto formvar-carbon coated 200-mesh copper EM grids using a capsule based microscopy processing system (mPrep System, Microscopy Innovations, LLC, WI) ( Figure 1) . BSL3/4 level viruses are inactivated by aldehyde fixation and exposure to osmium tetroxide fumes. Specimen images are acquired on a Zeiss Sigma Field emission SEM by STEM detector at 30kV with 4nm/pixel resolution, combined with Zeiss FIBICS ATLAS software. Image analysis and automatic enumeration of virus and gold particles is performed using ImageJ software. The relationship between the number of virus and nano-gold particles is used to calculate the virus concentration.
EM particle counting data from various virus stocks were compared with plaque assay (Figure 2 ). EM counts were consistently higher which was expected since EM is able to count all viral particles, whereas plaque assay can only count particles which are capable of infection. We do see consistent trends among the sampled virus where those with higher plaque assay concentrations also had higher EM particle counts, leading us to conclude our assay is accurate. For all of the VEEV, EEEV, and WEEV virus stocks the particle to pfu ratio ranged from 20-150. All ratio values were roughly equivalent, within a log of each other. These values were consistent with previous alphavirus studies with ratio values ranging 
